Exhibit 9 

Lab Notebook Pages of 
Dr. Susan L. Acton 



02/05/03 12:21 FAX 617 551 



551 2948 CARDIOVASCULAR # 01002 



n - 

31 
33 

& 
31 



i '^>4l 

3 

O - — 

? « 

i 

13 

/5- 

/? 



tSO- 



■ f 



^3 



n 



■ i , 



12:22 FAX 617 551 2948 CARDIOVASCULAR @003 



r 

i 

i 




02/05/03 12:22 FAX 617 55 1 2948 

4 



CARDIOVASCULAR 



$004 



Swj^ Mp&Cytt Ukaj In WAnnt gp-BT 

%*f9*'- tfthVL^SL MMVhL S&ttfafaik*A«Aty*& 

^ ' "* " for*. 

in 



JW aJL lb 1 
/.SSSsnA ef LB 



02/05/03 12:23 FAX 61 7 551 2948 CARDIOVASCULAR 



14005 




® 

r cut 





02/05/03 12:23 FAX 617 551 2948 



CARDIOVASCULAR 



IgjOUb 



Mutn. m& h^ 





1 pktfe&'&tyjjtb tyA 



AJ&L 




ZOv^ccU 3ft ^ u * : *>- 






02/05/03 12:24 FAX 617 551 2948 



CARDIOVASCULAR 



@007 




L^bJL Trivia 




02/05/03 12:24 FAX 617 551 2948 



CARDIOVASCULAR 



@ 008 




HA 





my = 




02/05/03 12:2 5 FAX 617 551 2948 



CARDIOVASCULAR 



@009 




0 





7 



02/05/03 12:26 FAX 617 551 2948 CARDIOVASCULAR @010 



and t 





s. a. ' 




4 ' 



> Sir. jUi<- 




ft ft^- 



02/05/03 12:27 FAX 617 551 2948 



CARDIOVASCULAR 



@011 



$ /kin W Cl-V) Uf*. c*4*^ 



3 /vu,v^ 



I SMA^CH, P.* M/HrQ, fir 1- V 






,;, IDsCERST-'NKiW PRESET TIME- -..00 

^Min - iVrr-f-ATs j i'::v;';Lii : x\L\'i:i\r: , ^CrUN r 

OMArliXL-L 2""Ll.. s L J L^1OO0 IDiGHA- 2.00 BKH H*.- 

i"i \> - / v lt -\ \ f .;:- \ . \.i 



BAM i..r vU 



;*ui 



"GIG 



. 00 L..Gi'<, 



324,00 



1 u 00 



02/05/03 12:28 FAX 617 551 2948 CARDIOVASCULAR 1^012 



(5, 



Tin &0.rd ■ Jfa^J^M PB ■;■ 



(f flM SVC kd'i B CMmAlVfy /O '<*u^ 

(tltokJBL mJtff, /VStti, ImM em 





~fl/H\ OA) " 



@ txjpnz. TP "fifty 





loo cm 




02/05/03 12:29 FAX 617 551 2948 



CARDIOVASCULAR 



@013 






a. imi )f^^M(^ 




^Ski/to 



cfn}L+ 



2>- TiA^tnthxci ttpfs <ka Acfhs 




i RE PL 



Tin' 



I I t u 



i 7 t'0:'t. 



244 




02/05/03 12:29 FAX 617 551 2948 



CARDIOVASCULAR 



@ 01 4 



7?i/r dfi^h oi\ film- 



02/05/03 12:30 FAX 617 551 2948 



CARDIOVASCULAR 



@015 



Plasnrid midiprep 



Wk a single polony into 25 mis LB Amp/Tet and grow overnight shaking 37°C. 

2 ^ Take 400j^utlnto freezer vial, add 100 pi glycerol and freeze at -150C. 

3. Transfer tfmawder to Falcon 2059 15 ml tube on ice. . - . o 

4 . Spin lest in SS-34, 9000 rpm, 2 min 4C. J{M- /i^-'^f? I*-"- 

5 . Dry pellet as much as possible. 

6 Resuspend pellet in 500 \si ice cold solution I by vigorous vortexing. 

7 Add 1 ml fresh solution II (0.2 N NaOH, 1% SDS) 

for 100 ml: 1 ml 2 N NaOH 
0.5 ml 20% SDS 
8.5 mis ddH20 

Swirl gently until clear. Do not vortex. Leave on ice 10 min. 

8 . Add750 pi solution m (ice-cold). Close tube and mix contents by shaking vigorously several times. 
Store on ice 5'. A flocculent white precipitate should form. 

9 . Centrifuge 1 5\ 4°C, 9000 rpm. 

10. Recover supe and add equal volume of phenolxhloroform. Mix by vortexing. 

11. Spin 9000 rpm, 5". 

12. Add 2 volumes, ethanol r.t., vortex, let stand 5'. 
Spin in SS-34 rotor for 15' 9,000 rpm. 

1 3 . Carefully aspirate off all liquid (want it dry) and rinse once in cold 70% EtOH. Aspirate again getting any 
extraneous drops. Airdry 10' minutes. 

14. Redissolve in 100 ul TE plus DNAac f r et RNAic (20 u.g/ml^ - V uile x brie fl y. Incu bate 37C, 0.5 - 2 hr. 
•T ran s fer to sterile cppcndorf . f&fvvs ft o.N. 

15. Quan ut atc py T tt totio n s ont o EtBr -plate. ' 
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DEAE dextran transfections of COS M6 cells 

materials: 

1. 35 mm dishes 

1 DMEM with 10% FBS jn 

3. Chloroquine (40 mM in CMFPBS, sterile filtered) 

4. DNA 



5. CMFPBS 

6 DEAE^lextran (10 mg/ml in CMF PBS 

(autoclaved)) 

7. DMSO 

8. cPBS 

9. sterile tips 



method: 

day 0 (set up cells) 

Set COS M6 cells in 100 mm dishes . 
(Set 1 confluent T75 into 2.25 100 mm dishes; or 1.5 x 10* cells/dish in 10 ml DMEM with 10% FBS 

day 1 (transfect) x 
1 . In sterik polypropylene tubes prepare for each dish add (in order): 

a) addCMFjBStol.9ml 

b) DNA-^ig/dish 

c) 100 jxl of 10 mg/ml DEAE-dextran, vortex well (7 seconds) 



DNA 



y**r ^la -ST - ,*)^ iifcJI 



2_ 
3_ 



10 mg/ml 
CMFPBS DEAE-dextran 



2. Rinse cells with 10 mis CMF PBS (37C). Aspirate PBS. . 

3. Add transfection cocktail from step 1 and distribute evenly. Incubate 30 minutes, distributing liquid 
every 10 min. 

4 Add 8 ml DMEM 10% FBS + 80 |iM chloroquine and incubate 37C 2.5 his. 

5. Aspirate off medium and replace with 5 ml 10% DMSO in DMEM 10% FBS for 2.5 mm. 

6. Aspirate off and wash once with 10 mis cPBS. 

7. Refeed with 10 ml warm DMEM 10% FBS/dish. Incubate overnight. 
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Lipoprotein 4°C Binding Assay 

materials: 

1. 6-well dishes 

2. DMEM with 10% FBS 

3. iodinated and unlabeled lipoprotein 

4. Tris-HCl wash buffer 

5 . Tris-HCl BSA wash buffer 

6. O.lNNaOH 

7. 10x75 tubes 



method: 

davO: Set up cells 

Set transfected COS in 6-well dishes at 1 x 10 6 cells/well in 3 ml/well DMEM + 10% FBS + 1 mM 
Nabutyrate. 



day!: Binding assay ^ ? - 

1 . Cool cells down on ice for 30 minutes. A,c - ur v 

2. Refeed ceUs labeled ligand 1 ml/well (Hams + HEPES + v 
2Hot- 125 I-lipoprotein: Hl^J^'i '"'J /^f'^A^t) 
i Hot + cold: + iic^h.u A] B§4 -tm l>tfl2 h ^LS) 
Incubate 2 hrs 4°C (in cold room) on shaker. L / y 
Wash cells (1 ml each) 
3X fast with BSA wash buffer 
2X 5 min with BSA wash buffer 
2X fast with Tris wash buffer 
Add 1.0 ml 0.1 N NaOH. Leave 20 min r.t. on shaker 
Remove 50 pi to 10 x 75 tube and freeze for Lowry. 
Count 500 \sl of rest of sample. 
Count 10 pi of medium + label for specific activity. 
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Plasmid midiprep 



preps: 





Dayl / 

1 . Pick a single colony into 25 mis LB Amp/Tet and grow overnight shaking 37°C. 
Day 2 

2 . Take 400 pJ, put into freezer vial, add 100 \il glycerol and freeze at -150C. 

3. Transfer half to Falcon 2059 15 ml tube on ice. 

4 . Spin in SS-34, 9000 rpm, 2 min 4C. Discard supe, add remaining bacteria and respin. 

5 . Dry pellet as much as possible. 

6 . Resuspend pellet in 500 |xl ice cold solution I by vigorous voitexing. 

7 . Add 1 mLfresh solut ion n (0.2 N NaOH, 1% SDS) 

forlQpml: 1 ml 2 N NaOH 
r 0.5 ml 20% SDS 
8.5mlsddH20 

Swirl gently until clear. Do not vortex. Leave on ice 10 min. 

8 . Add750 |il solution III (ice-cold). Close tube and mix contents by shaking vigorously several times. 
Store on ice 5\ A flocculent white precipitate should form. 

9 . Centrifuge 15\ 4°C, 9000 rpm. 

10. Recover supe and add equal volume of phenolxhloroform. Mix by vortexing. 

11. Spin 9000 rpm, 5'. Vicoth^ ^L- &Vuw_. 

12. Add 2 volumes, ethanol r.t. t vorrot, let stand 5'. 
Spin in SS-34 rotor for 15* 9,000 rpm. 

13. Carefully aspirate off all liquid (want it dry) and rinse once in cold 70% EtOH. Aspirate again getting any 
extraneous drops. Airdry 10* minutes. ^ 

14. Redissolve in 100 \il TE plus DNAse-free RNAse (20 ng/ml). Vortex briefly. Incubate 37C/6.5 - 2 hr. 
Transfer to gtdrile eppendorf. 

J4r— Quantitate-by dilutions onto EtBtflate. 



i 



02/05/03 12:39 FAX 617 551 2948 



CARDIOVASCULAR 



©013 



j 



t- 1 



Otteny/$ 



! 



'Hriiy I'f- ; 



tin 

JM ■ 

c 



/At-. •f> , t:y/ ;c< 

" — ■+ — .7 ' 



/.V 



/v..-, .7/ 



* v *w *V\ 




3w /^-z . 






02/05/03 12:39 FAX 617 551 2948 

4 



CARDIOVASCULAR 



@014 



DEAE dextran transfections of COS M6 cells 

materials: 

1. 35 mm dishes 

2. DMEM with 10% FBS 

3. Chloioquine (40 mM in CMF PBS, sterile filtered) 

4. DNA 



5. CMF PBS 

6. DEAE-dextran (10 mg/hU in CMF PBS 

(autoclaved)) 

7. DMSO 

8. cPBS 

9. sterile tips 



method: 

day 0 (set up cells) 

Set COS M6 cells in 100 mm dishes 
(Set 1 confluent T75 into 2.25 100 mm dishes; or 1.5 x 10 6 cells/dish in 10 ml DMEM with 10% FBS 

day 1 (transfect) 

1 . In sterile polypropylene tubes prepare for each dish add (in order): 

a) add CMF PBS to 1.9 ml 

b) DNA - 5 jig/dish 

c) 100 |xl of 10 mg/ml DEAE-dextran, vortex well (7 seconds) 

10 mg/ml 



tube # plates 
1 / 


DNA 


n»*/hj\ /sW 3.1 


CMF PBS , 


DEAfc-dextran 

m^L 


2 3 




(WS J «\ ' ' 3d 






3 










4 



2. Rinse cells with 10 mis CMF PBS (37C). Aspirate PBS. 

3. Add transfection cocktail from step 1 and distribute evenly. Incubate 30 minutes, distributing liquid 
every 10 min. n**>- i'-vo 

4. Add 8 ml DMEM 10% FBS + 80 jiM chloroquine and incubate 37C 2.5 his. $° 

5. Aspirate off medium and replace with 5 ml 10% DMSO in DMEM 10% FBS for 2.5 min. 

6. Aspirate off and wash once with 10 mis cPBS. 

7. Refeed with 10 ml warm DMEM 10% FBS/dish. Incubate overnight. 
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Lipoprotein 4°C Binding Assay 

materials: 

1. 6-well dishes 

2. DMEM with 10% FBS 

3 . iodinated and unlabeled lipoprotein 

4. Tris-HCl wash buffer 

5. Tris-HCl BSA wash buffer 

6. O.lNNaOH 

7. 10x75 tubes 

method: 

davO: Set up cells 

Set transfected COS in 6-well dishes at 1 x 10 6 cells/well in 3 ml/well DMEM + 10% FBS + 1 mM 
Nabutyrate. 

davl: Binding assay ^.-jk- 

1 . Cool cells down on ice for 30 minutes. ^ 

2. Refeed cells labeled ligand 1 ml/well (Hams + HEPES + IQSSfBSy , \ 
ZHot-^Mipopjotein: /0A^>4 rt *"l h Lt>L *to 5V^J 

1 Hot i cold : OC^^MfiixiS fa L tW/^lUrd 
Incubate 2 hrs 4°C (in cold room) 6n shaker. y ' 

3. Wash cells (1 ml e^ch) 

3X fast with BSA W&h buffer 
-2X^mifrwith BSA wash buffer 
2X fast with-Tris wash-buffer 

4. Add 1.0 ml 0.1 N NaOH. Leave 20 min r.t. on shaker 

5 . Remove 50 ^1 to 10 x 75 tube and freeze for Lowry. 

6. Count 500 |Xl of rest of sample. 

7 . Count 10 yd of medium + label for specific activity. 
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